A Colonic mucosal explant schematic. B Image showing location of Affigel TM Blue beads in the middle of a mucosal explant. C Viability of mucosal explants following 4 and 8 hours culture at airapical interface. Representative confocal images showing BrdU incorporation (white) and low caspase-3 activity (red) after 4 and 8 hours in culture is comparable to caspase 3 activity in vivo / fixed tissue. Nuclei (blue-DAPI). Data is representative of n=3 independent experiments. Scale bar 50µm. D Representative immunofluorescent image of 7/4 + cells (red) and DAPI stained nuclei (blue) demonstrating counting strategy for immune cell localisation studies. Experiments were validated by the experimenter counting blind. E-G Timecourse graphs showing that the distribution of 7/4+ (E), Gr-1+ (F) and Ly6C+ (G) cells along the crypt axis remains unchanged with respect to in vivo /fixed tissue following mucosal explant culture. , also a significant increase in nuclei per crypt during mucosal explant culture (n=3, ++ P<0.001). D Timecourse graph showing a significant increase in the crypt length in LPS-treated explants at 240 mins compared to control-treated explants (n=3, ***P<0.001), also a significant increase in crypt length during mucosal explant culture (n=3, +++ P<0.001). E A significant recruitment of Ly6C + cells to the mucosa following 60 and 240 mins apical stimulation with LPS (n=3, *** P<0.001) and a return to in vivo levels after 8h (480 mins). F Timecourse graph showing Ly6C + cell recruitment to specific zones of the crypt over 480 minutes. After 60 mins there is a significant increase in the number of Ly6C + cells at the base and top crypt epithelium (n=3, ***/+++ P<0.001), compared to no treatment. After 240 mins the mid and supra base regions of the crypt also showed a significant increase in the number of Ly6C + cells (n=3, £/$ P<0.05). After 8 hours the distribution of Ly6C + cells along the crypt axis returned to control / baseline conditions. 
